COMPANY LOT #: NA Column: ZB5 (60 m length × 0.25 mm inner diameter × 0.25 μm film thickness) Instrument: Shimadzu GCMS-QP2010 Ultra Carrier gas: Helium 80 psi Temperature ramp: 2 degrees Celsius per minute up to 260-degree Celsius Split ratio: 30:1 Sample preparation: 5% w/v solution with Dichloromethane
Supplemental
. Measuring the effects of isolated CBD and CBD oils on the expression and phosphorylation of Akt isoforms. Total Akt and Akt isoforms were identified in the SH-SY5Y cell lysates by cIEF immunoassays using antibodies against total Akt (pan-Akt, top panel), Akt1 (second panel), Akt2 (third panel), or Akt3 (fourth panel). The profiles of total Akt (pan-Akt), Akt1, Akt2, and Akt3 of SH-SY5Y cells before (C, blue) and after 24 hours of treatment with isolated CBD (6.25 µg/ml, green) or with CBD oil samples at 100 µg/ml final CBD concentration for V1 (pink), V2 (gray), V3 (deep red), V4 (dark blue), V5 (red), and V6 (dark yellow). Figure S2 . HSP70 serves as a loading control for cIEF immunoassays. (A) Detection of HSP70 isoforms in individual capillaries. (B) Overlaid of quantitative graphical presentation of chemiluminescence data as a function of isoelectric points (pI). C, untreated control; CBD, isolated CBD; V1, CBD oil V1; V2, CBD oil V2; V3, CBD oil V3; V4, CBD oil V4; V5, CBD oil V5; V6, CBD oil V6. Figure S3 . Dose-dependent effects of CBD oil V1 on the expression and phosphorylation of Akt isoforms. Total Akt and Akt isoforms were identified in the SH-SY5Y cell lysates by cIEF immunoassays using antibodies against total Akt (pan-Akt, top panel), Akt1 (second panel), Akt2 (third panel), or Akt3 (fourth panel). The profiles of total Akt (pan-Akt), Akt1, Akt2, and Akt3 of SH-SY5Y cells before (0 µg/ml, blue) and after 24 hours of treatment with CBD oil V1 at final CBD concentrations of 30 µg/ml (green), 60 µg/ml (gray), 120 µg/ml (pink), and 240 µg/ml (dark teal). Supplemental Figure S4 . Time-dependent effects of CBD oil V1 on the expression and phosphorylation of Akt isoforms. Total Akt and Akt isoforms were identified in SH-SY5Y cell lysates by cIEF immunoassays using antibodies against total Akt (pan-Akt, top panel), Akt1 (second panel), Akt2 (third panel), or Akt3 (fourth panel). The profiles of total Akt (pan-Akt), Akt1, Akt2, and Akt3 of SH-SY5Y cells before (0 min, blue) and after treatment with CBD oil V1 at a final CBD concentration of 100 µg/ml at 30 min (green), 1 hr (grey), 4 hrs (pink), 16 hrs (dark green), and 24 hrs (light green). ** Total Potential THC/CBD is calculated using the following formulas to take into account the loss of a carboxyl group during decarboxylation step.
Total THC = THC + (THCa *(0.877)) and Total CBD = CBD + (CBDa *(0.877)) ** Total Potential THC/CBD is calculated using the following formulas to take into account the loss of a carboxyl group during decarboxylation step.
FINAL APPROVAL
Total THC = THC + (THCa *(0.877)) and Total CBD = CBD + (CBDa *(0.877)) 

